[Abstract] Macrophages are key cells involved in orchestrating host defense against infections.
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Procedure
1. Culture RAW 264.7 cells in RPMI1640 with 10% heat inactivated fetal bovine serum and 1x penicillin streptomycin and glutamine at 37 °C in a CO2 incubator.
2. Count the cells using standard procedures and seed 2 x 10 5 RAW cells/well, by adding 1 ml per well in a 24 well plate. Set up 2 plates; one for T0 and another for T2 and incubate in a CO2 incubator. 11. Incubate at 37 °C, 5% CO2 for 30 min.
12. Aspirate supernatant and wash 3 times with PBS.
13. Add 1 ml of RPMI 1640 with gentamicin (200 µg/ml) per well.
14. Incubate the T0 plate at 37 °C, 5% CO2 for 15 min.
15. Incubate the T2 plate at 37 °C, 5% CO2 for 2 h.
16. After 15 min or 2 h, remove the supernatants entirely by aspiration.
17. Lyse cells with 1 ml of filter sterilized 1% saponin in H2O per well by incubating for 10 min at room temperature followed by vigorous pipetting. Determine the extent of lysis using a standard inverted microscope.
18. Plate undiluted and -2 dilution for T0 and T2 time points on LB plates.
19. % Killing = [(T0-T2)/T0]*100
